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1 tt^as^r^rtttr*^ 

M 2 arSyof lrBn8 ' al(0n mmfehedfar the purposes or International pnafimfnary examination (under Rule 

Q cornafned m the Promotional application m written farm. 

□ fed tocher ^ ,he irrational appllcaUon In computer readable form 

□ funded eufaaequenily to m Authoriy h wrftten ^ 

a fished sequent* te «. Au *orfty ,„ readflb|e ^ 

a WerS ™ ~ rea^e form ,s tteW icaJ to the ^ seqUenee 

4. The amendment hav* rsaulieq- m v» cancellation of: 

CI the descrJptton, pagae: 
D the claims, . 
O the drawings, eheeiar 
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e. Additional observations, if neoeesary; 
1. Statement 

Novefty (N) Yes! Chin. .7, Ml. IMS 

No: Claims 1-6, e, 10,12 

Inventive step (IS) Yea: ciaima 

No: Claims 1-18 

Industrial applicability (ia) Yes: Claims Ma 

N01 Ctalms 

2. Cftatlons and explanations 
se© separate ahofit 

Vlli. Certain observations on the International application 

see separate sheet 
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Reasoned statement under Artier* *eros . 

1 - deference [e made to the following documents : 

01: K. Miller et al. : 'Membrane-bound and sofubilteed brain snr „ 

improved radioligand blnd lng using boT.ZT,!^ P*"" 
oonex and the radioligands •H-SfW "VwZ^J^T* ™ 
Synapee, vo ( . 1 no. , ^S^a ' ' ^ 27e6S4 -' 

f ^f^!!« ^ of new compound derived from Tropane-S^oim 

D3 S US-A* 264 372, 29 November 1993, cited In the application 

2 - Novelty - Art. 33(1) and (2) PCT : 

2.1 Document D1 concerns the studv of eemMn> n « «Lm « 

pesfnsma tissue D 0ftU mI^ nT? . eertrtonJne < SHT > nweptons in bovine a« a 
LTV Dooument D1 disclose* radioligands bindino aasave u«,in« 

bovine area postrema homooenates end »h» rut- I 9 y US,ng 

QR6S630 and *H*KlAto£^^Z H 
"R»*i„r m u- "7 nL<weB4 " competition experiments (p, S©, C of. 2 5 
Radioligand binding studies of membrane-bound 5HT neZ^ Z! 
representatrve competition curves far Z J ^ceptore ) end presents 

'H-SR6S630 to brain awe A^m™»^ **' compounds on the binding of 
aoilg cannot be regarded as novel. ^imsi-ft, 
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"JJEfiNATiONAL PRELIMINARY 

BCAMrwATlOM Perm-,- SEPARATE muJSS^ appl,0 * So « PCT/USQO/19497 

2.3 The available prior art documents disclose neither on . 

dame 7 and 9, a method for separaZTJL u * meth ° d acc °^g to 

Wherein components of said aw Zl^T/T*™ «»"P°«nda 
nor a method of screenfng lTcoZ *Z\7 * * loM ^ 

thssub/ect-rnatter ^siafensz^T^nd ^ 14 *»' °™*equently, 

g^QS ^.J I^ndjt^ia can be considered as new. 



3.1 



3.2 



Inventive step - Arf. 33(f) and (3) pot ; 

<*atoma,y praefce felted, JTT l™> * rSr**- ,a » *» 
^httn fl la,ownor C andto i r^ 0 „i^T^. 0r * a ^ rt ^ oras ^" 

**. ^ ^ P Ca~^~ a «~r 

Membranes (ram the brain that contain htahwf^. IB «»pto's teramylin. 
■ in the method, ofthe J^ZZ^^L '° rami " in a « 

oeneem, .creenho, identilylna oh«™«3„ * W " doou ™<« W in that It 

aaonlete and ^agonlsts^raA^n^^ 0 

* app.loat.on can thenZ TaZIn ^! Pmb,em to to 
oharacteriana, aesaylng and JL^ZLSJT ■ 8CreBm ' 18 ' '* n( ' Wn «' 
alternative eompounda. candidate aoonieta and antasoniefe of 

•valuation of sample, known dr s^Tf* . . pun,!ea,ion "'antylln or the 
«*» antagonist. , col. s IT « £ ^ * 0 °. ntaln am >* n ' ■>** agontete or 
aatootlon of area poat^Zf Z,^ H *» 60 te «* «■ *» 26). The 

obvious te the sldL person """^ °' r8Cepto ' S »™*« "* 

mm pemon elnoe . appear, to be Wed+nown in the an that ft. 
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«"W«4-m«t.r of Independent a|«l^^ r ^!? eeted ^wefcre, the 

inwove asp. ^""""""P'^Klnvolvfna J 

• 3.4 Independent clalima .v. 

module* a bfotoofca, ^ „ *T**B «* « °«™pound att. „ 

f*^ * ""duct the method ^teLLT^', ' appe8ra se '«*9 «~ 
homeoetasi, would be otMoue to ^ 2* T,n* ° 8 " M ' '° ne,ten l«»XL 

<h« feeturee of ihe ctaln, to whfeh thJ^ which ,n °°mbina«on with 

inventive etep. *"* refer «" b e reflareted M fnvo|v ^ 



Certain observations on the interna 



onal application 



1. The appl/catfon no 
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2. 



3, 



The App/ioanfs attention is drawn to the fact f M * 

■optfonai/y in claims 10 and 12 are reaaliT menlf ° ne< ? after 

"mfting effects on the claims (Art e PC^ ° P Whlcb hav * "° 

Since the method of claim 10 an DearB , 0 Ka . . , ^ u 

aupe^ue and shouW have Jn^Vrt^* 8 ' ^ 10fe 
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the dorsal medulla oblongata (APx) . sav *n controls were 
Similarly surgically treated, except rhe are* p Mtreffla Waa 
left intact (SHM) . Following recovery from aurgery, animals 
- were anesthetized with halothane and ejected J a iuC - 

5 clamp procedure whereby plasma gluoose was held consent by a 
aldose infusion varied In re W9 te f, equently deterinin e d 
plasma glucose concentration. After so minuses of giucoae- 
claiqp, 2mmol L-arginine was infused intravenouaiy over 10 

10 1TIT\ "i™ 9iUCOSe/ laCt " e ' Snd insulin measured 
10 for .0 .in after *-argi«ine. There waa a large increase in 
Plasma Insulin concentration in,*** animala that was not 
observed In SHAM rata, These reaulra' demonstrate that 
Pathways controlling insult secretion, a key hormone invoked 
an fuel homeostasis, include the area po^trema. 

One skilled in the art would readily appelate thal: ths 
preeent invention is Well adapted to carry out the object* end 
obrain the end* and advantages mentioned, ae well gs thos e 
inherent therein. The molecular complexes and the methods, 
procedure*, creatine*, ,poleoulea, apecific compounds 
deaeribad herein - are presently representative of - preferred . 
embodiments are, examplary and 'are not intended as ligations 

on the scope of the invenxion. ^ Hm „h, n t h m ^ 

^T^nrrnr to those rln'IM j „ hhn^rt wfalefc irn n n oe mpgg^ 
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rt will be readily apparent to one skilled in the art 
that varying substitutions and modifications may be made to 
the invention disclosed herein without departing from the 
scope and spirit of the invention. " 

^All patenre and publications mentioned in the 
specification are indicative of nhe lev ais 9t those skilled in 
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Amylin -Pharmaceutiaals, Inc, 

New claims: 

l. An assay method fox use in identifying or screening 
for compounds that stimulate or inhibit area postrema 
biological function, whien comprise* the steps of 

<*-> bringing together a test sample and an area postrema 
preparation, said test sample containing one or more teat 
compounds; 

tt>> incubating said teat sample and said area postrema 
preparation under condition which would permit activation by 
said teat compound of a biologiaal process in, or the binding 
of said test compound to, said arae postrema preparation, and 

(c) identifying those tast samples containing one or more 
test compounds which deteetably activate, or bind to, said 
area postrema preparation. 



20 2. The assay method of claim i which further comprise 

(d> screening said test samples which deteetably bind to 
said area postrema preparation for in vitro or in vivo 
stimulation *r inhibition ofi area postrema mediated activity, 
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(e) identifying those test samples which act as agonists 
or antagonists of said area postrema biological function. 

3. The assay method : of claim 1, wherein said area 
postrema preparation comprises isolated cells. 

4, The assay method of claim 1, wherein said area 
postrema Preparation comprises isolated membranes. 
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The assay method 1 of olalfc lf wharein BaJLd areft 
postrema preparation con^risea isolated tissue, 

6. The assay method of claim l, wherein said teat sample 
which deteotably bind to .aid area postrema preparation are 
identified by measuring the displacement of a labeled first 
ligand from said area postrema preparation by said test 
sample, and comparing th« measured displacement of said first 
labeled ligand from said area postrema preparation by said 
0 test sample witn the measured displacement of aaid first 

labeled ligand from said area postrema preparation by one or 
more known second ligands. 

7. The assay method of alaim 1, «h«ei n said teat sample 
eontaina more tban one test compound, which further compris.s 
the steps of 

<dj preparing >tvo or mora additional test samples from 
said teat sample, said additional test samples being . 
characterised An bhftt tJ>ey CQntaln m ^ ^ 

compounds than said test sampl* tzam whleh ^ were 
prepared* and 

(e) repeating steps (a) -(d) as many times- as required 
until the test compound or oompounda which activate, or bind 
to, said area postrema preparation have been identified. 

„H J'/ he aa6fty ** th0d °* ° laiW *' Wftetein test samples 

rlti^Tr 1 " blnd 33id *"* P ° Streaa oration a*s 

ll^d tlL TT'**" dlaPl — ^ ** « l—l«t first 
ligand from said area postrema preparation by aaid teat 

sample, and comparing the measured displacement of said first 

labeled ligand from said area postrema preparation by said 

test sample with the measured displacement of said first 
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labeled llgand tton „ td area p a p « patatioB 

mora Icnovn uacond lia-ands. 

«W taat sanpie, said additional t.,t sanp i„ ba L, 

1. that the, contain a U„« »l^:H f t..t 
coapounda tnan aald e „ t sanple frem tfttieh « of *-* 

praparad,- and y =e 



"Mil the t.at compound or ooa,pou„ ao vhioh bin* t „ IT ' I 
P»at=a„v. prepara.io. have baM identif *»* — 

15 

10. An aasay method £or dat.mini^ th . Pxaea _ ea „ 
-«* o £ on « ea peatrama * aTTZ. i 

to be aeaayad for ' in a te3t sample 

fa) brxnging ..together said tosfc a _ )(B _ w *«ps of 

« an a„. posceeM prepa „ tion / •* SMP1 ' " *- and... 

(b> meaaiwing tha ability at said 
tain., a labaUad lioand *»» !f !? ™ PlB t0 c "»«- 

~ap.„tion, and ^r;: " — 

Steps fa> /w» / oon t*©l sainple in ftceordanee Kith 

(a) and (b) ( 3a id control sample beino kn^u. u u 
any area postrema m^- 5 Wn fco be 

3= with th8 a^untfof Z. 1 . 3 e0, * P0Un,1 ta '«» 

*» ~»«ol aa^Pla, ««.f n L T bi " din? 

• an V xei containlnj fenown amounta of «... 

Ending compound in ae«rdan oa ytth .Z!^., ! """"" 

wi.cn steps (a) and t to 
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determine the present or amount of area postrema binding 
compound in said test sample. 

11. A method for separating area postrema binding . 
3 compound* from a sampie, wh ich comprises the steps of 

Preparation, said area postrema preparation comprising 
components of eaid area postrema bound to a solid earner, 

X0 i« °** aeatln * **** P^txema binding compound which 

is bea d to said area postrema preparation from the remainder 
«f said test sample which is unbound, 

15 m^/ 2, & " ethPd f ° X aCXesnin * a biological substance f er the 
Presence of components .e said area postrema, which comprise 

(a) bringing together . said biolegieal substance with 
first area postrema binding oompound; 

0 eecond ~* ^stance with a 

0 second area poatrema binding compound; 

(e) optionally bringing together said biological 
substance with on* o* more additional area postrema bindinc 
compounds; and pwrema binding 

, ' (d> detBSWlfl ^ th * —tiv binding affinities of said ' 
area postrema binding compounds for said area postrema 
Preparation in said biological substance. 
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l/. A mechod of screening for a compound abi» * ^ . 
a biological function wnpounc able to modulate 
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14. The method of claim 13, wherein said area postrema 
preparation comprises one or more materials selected from the 
group consisting of area postrema, nucleus tractus solitarius 
material, and material from the dorsal motor nucleus of the 
•vagus nerve. 

15. The method of any of claim* 13 ox X4 , wherein said 
material l8 selected from the group consisting o£ a membrane, 
a call and a tissue. 

16. The method of claim 13, wherein said biological 
function is modulation of pancreatic endocrine secretion. 

17. The method of claim 13, vhersin said biological 
15 function is modulation of body energy consent. 

19. The method of claim i 3> WO erein said biological 
function is' linked to a metabolic disease. 
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19. The method of claim l 8/ wherein said" metabolic 
abe^ty, ^ ^ ^ ***** C ° naiatin * of ahd 
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